Supplementary Figure 8. Silencing HDAC2 reverses the inhibitory effects of HOPX on invasiveness and EMT in NPC. (a)
IP assay using anti-HOPX antibody was performed to pull down HOPX. Western blotting (WB) was conducted to examine HOPX using an anti-HOPX Antibody. (b) Western blotting assay was used to assess the expression levels of HDAC2, HOPX and GAPDH. (c) Transwell assay with Matrigel (200 ×) was used to measure the invasive ability of CH and SH cells which were transfected with the control siNC or siHDAC2. Scale bar: 100 μm; mean ± s.d.; *, P < 0.01 compared with siNC; Student's t-tests. (d) Western blotting assay was used to examine the expression levels of SNAIL, ECADHERIN, HDAC2, HOPX and GAPDH in CH and SH cells which were transfected with the control siNC or siHDAC2. CH and SH cells indicated CNE2 and SUNE1 cells with HOPX exogenous expression. These data are representative of three independent experiments.
Supplementary Figure 9. HOPX inhibits SRF-mediated SNAIL transcription in NPC. (a)
Wild type and mutant SNAIL-luciferase reporters were constructed and transfected with the control N or SRF construct in CNE2 and SUNE1 cells for 24 h. Luciferase reporter assay was used to detect the luciferase activity. Mean ± s.d.; *, P < 0.01 compared with N-wt; Student's t-tests. (b) Co-IP assay was used to measure the interaction between HOPX and SRF in CNE2 and SUNE1 cells stably overexpressed the vector or HOPX. (c) Western blotting assay was used to assess the expression levels of SRF, HOPX and GAPDH. (d) Wild type and mutant SNAIL-luciferase reporters were constructed and transfected with the vector (V) or HOPX construct in CNE2 and SUNE1 cells for 24 h. Luciferase reporter assay was used to detect the luciferase activity. Mean ± s.d.; *, P < 0.01 compared with V-wt; Student's t-tests. (e) CNE2 and SUNE1 cells were co-transfected with the HOPX and SRF. V and N were used as empty vectors of HOPX and SRF, respectively. Relative SRF and HOPX mRNA expressions were measured via real time RT-PCR. Mean ± s.d.; *, P < 0.01 compared with V + N; Student's t-tests. (f) Transwell assay with Matrigel (200 ×) was used to measure the invasive ability of CH and SH cells which were transfected with the control N or SRF expression plasmids. Scale bar: 100 μm; mean ± s.d.; *, P < 0.01 compared with N; Student's t-tests. (g) Western blotting assay was used to examine the expression levels of SNAIL, ECADHERIN, SRF, HOPX and GAPDH in CH and SH cells which were transfected with the control N or SRF expression plasmids. CH and SH cells indicated CNE2 and SUNE1 cells with HOPX exogenous expression. These data are representative of three independent experiments. 
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VIMENTIN-R CTTCAGAGAGAGGAAGCCGA
FIBRONECTIN-F CACGATGATATGGAGAGCCA
FIBRONECTIN-R TATTTGGTGGCCACCATAAGTC
SRF-F CACCATCATGACGTCATCCG
SRF-R
ChIP-PCR primers
SNAIL-1-F AGGAGTCCCCGCCCGGGCTCTCACC
SNAIL-1-R GCAGCAGCGCCGCCAACTCCCTTAA
SNAIL-2-F GGGGCGTCAGAAGCGCTCAGACCAC
SNAIL-2-R GTTCGCTGGCGCAGCGCGGGTCGTC
SNAIL-3-F GTGTCCCTTTCCTCGCTTCCTC
SNAIL-3-R CGGGACACCTGACCTTCCGAC
SNAIL-4-F TTCTGTCCGGGGCTGTGCCCTG
SNAIL-4-R CGCACGTGGCTCTCGGCGGCTTG
SNAIL-5-F AGTCACCCCGACCCCCTGTCAG
SNAIL-5-R CACTCAGAGCCTCTCCCGAAG
SNAIL-6-F TCCAAACTCCTACGAGGCCCTG
SNAIL-6-R TCCCAGAGGAAGTGAAGAATTA
